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PROPRIETARY INFORMATION

WBMWUWWM PROPRIETARY INFORMATION OF ACCURATUS LAB SERVICES.
'EITTER THIS DOCUMENT, NOR INFORMATION CONTAINED HEREIN IS TO BE REPRODUCED OR DISCLOSED TO OTHERS, IN
WHOLE OR IN PART, NOR USED FOR ANY PURPOSE OTHER THAN THE PERFORMANCE OF THIS WORK ON BEHALF OF THE
SPONSOR, WITHOUT PRIOR WRITTEN PERMISSION OF ACCURATUS LAB SERVICES.
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Virucidal Efficacy of a Disinfectant for Use on Inanimate Environmental Surfaces

PURPOSE

The purpose of this study Is to evaluate the virucidal efficacy of a test substance for registration of a product as a
virucide. The test procedure is to simulate the way in which the product Is Intended to be used. This method Is in
compliance with the requirements of and may be submitted to, one or mare of the following. sgencies as Indicated by
the Sponsar: U.S. Envirohmentsl Protection Agency (EPA), Health Canada and Ausiralian Therapeutic Goods
Administration (TGA).

m.ﬂ'ﬁPﬂ'ﬂ.iﬂm!iﬂﬂ.WQMMMHbMy,m

purity, solubliity and composition, as applicable, shall be documentsd betora its usa In this study. The stability of
the test substance

shall be determined prior to or concurrently with this study. Pertinent information, which may
affect the outcome of this study, shall be communicated in writing to the Study Director upon sample submission
to Accuratus Lab Services. Accuratus Lab Services will append Sponsor-provided Certificates of Analysis (C of
A) to this study report, if requested and supplied. Characterization and stabliity studies not performed following
GLP reguiations will be noted In the Good Laboratory Practice compliance statement.

If a test must be repeatad, or a portion of it, because of fallure by Accuratus Lab Services to adhere to specified
procedures, it will be repested free of charge. If a test must be repeated, or a portion of i, due to fallure of
internal controls, it will be repeated free of charge. "Methods Development” fees shall be assessed, however, If
the test substance and/or test system require modifications due to complexity and difficulty of testing.

If the Sponsor requests a rapeat test, they will be charged for an additional test.

Nelther the name of Accuratus Lab Services nor any of its employees are to be used In advertising or other
promotion without written consent from Accuratus Lab Services.

The Sponsor Is rasponsible for any rejection of the final report by the regulatory agency of its submission
conceming report format, pagination, etc. To prevent rejection, Sponsor shouid carefully review the Accuratus
Lab Services final report and notify Accuratus Lab Services of any perceived deficiencies In these areas before
submission of the report to the reguiatory agency. Acouratus Lab Services will make reasonable changes deemed
necessary by the Sponsor, without altering the technical data.
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Aﬂndﬂdﬁdm.gbﬂuﬂu&hwmhumm.mmﬁu At the
end of the exposure time, the virucidal and cytotoxic activities are removed from the virus-test substance mixture,
and the mixture is assayed for viral Infectivity by an acoepted assay method. Appropriate virus, test substance
cytotoxicity, and neutralization controls are run concurrently,

WW\QR will be prepared in paraliel and used as follows:
The appropriate number of films for each batch of test substance assayed per exposure time requested.
The appropriate number of fiims for virus control titration (titer of virus after drying) per exposure time

requested.
The inoculated carriers are exposed to the test substance for the Sponsor exposure time. At the end of
the specified exposure time, substance mixtures will be detoxified and made non-virucidal

will be adjusted to yield the percent organic soll load

embryo (CEK) celis were originally obtained from Charles River, The cells are
€ The celis are seeded
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JEST MEDIUM

The tast medium used for this assay Is Minimum Essential Medium (MEM) supplemented with heat inactivated lamb

serum, 2.5 pm amphotericin B, 2.0 mM L-giutamine and 6% tryptose phosphate broth. The medium may also be
supplemented with one or more of the following: 10 pg/mlL gentamicin, 100 units/ml penicilin, 2.6 pg/ml

WBAMOMMIMOJ 5 pg/mL trypsin. The composition of the test medium may be

altered based on the virus and/or cells. The composition of the medium will be specified In the raw data and In the

s) wil be used es recommended by the Sponsor. The product will be pre-
wmmmummnmm

Flims of virus wili be prepared by spreading 200 pL of virus Inoculum uniformiy over the bottom of the appropriate
number of 100 X 16 mm sterile glass pelri dishes (without touching the sides of the petri dish). The virus will be

One dried virus film per batch of test substance will be assayed unless otherwise requested.

Preparation of Sephadex Gel Filtration Columns

Ta reduce the cytotoxic level of the virus-test substance mixture prior to assay of virus, and/or to reduce the virucidal
level of the test substance, virus is separated from the test substance by filtration through Sephadex gel. The type of
Sephadex used will be specified in the final report. Onhd-yolmmm“prww
centrifuging the prepared Saphadex gel in sterile syringes for three minutes to cleer the void volume. The

are now ready o be used in the assay.

Input Virus Control
On the day of testing, the stock virus utilized In the assay will be titered by 10-foid serial diiution and assayed for
Infectivity to determine the starting titer of the virus. The resuits of this control are for iInformational purposes only.

Treatment of Virus Flima with the Test Substance

For each batch of test substanca assayed, the appropriate number of dried virus fiims are individually exposed to a
2.0 mL aliquot of the use dilution of the test substance (liquid products), or to the amount of spray released under use
conditions (spray products) and held coverad for the specified exposure time(s) and temperature. A calibrated timer
will be used for timing the exposure. The actual temperature will be recorded. Just prior to the end of the exposure
time, the plates are individually scraped with a cell scraper to resuspend the contents and at the end of the exposure
time the virus-test substance mixtures are immédiataly passed through Individual Sephadex columns utiizing the
syringe plunger In order to detoxify the mixture. mmuo*mwmmwwmmm
for Infectivity and/or cytotaxicity. To further ald in the removing of the cytotoxic efifects of the test substance to the
Indicator ceil cultures, individual diiutions may be passed through additional individual Sephadex columns.
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for timing the exposure and the actual temperature will be recorded. Just prior to the end of the exposure time, the

the cytotoxio effects in the test substance assay, the same diiutions of the cylotoxicity control will be passed through
additional individual Sephadex columns.

Assay of Non-Virucidal Level of Test Substance (Neutrallzation Control)
Each dilution of the neutralized test substance (cytotoxicity control dilutions) will be challenged with an aliquot of low
titer stock virus to determine the dilution(s) of test substance at which virucidal activity, if any, is retained. Dilutions

Infectivity Assays

The CEK cell line, which exhibits cytopathic effect (CPE) in the prasenca of Infectious Laryngotracheltis virus, will
be used as the Indicator cell line In the Infectivity assays. Cells in muitiwell cuiture dishes will be inoculated In
quadruplicate with 100 pL of the dilutions prepared from test and control groups. The input virus control will be

cytotoxicity and far
be recorded on the raw data worksheets; only the resuits from the final observations wili be reportad.

Calculation of Titers

Virel and cytotoxicity titers will be expreased as -logy, of the 50 percent titration endpoint for Infactivity (TCIDg) or
oytotoxicity (TCDa), respectively, as caloulated by the method of Spearman Karber.

- Log of 1st dilutioninoculsted -[ Mw;ig‘_‘".‘.ﬂlE)-os]x(loﬁmadm@]
Calculation of Log Reduction
Dried Virus Control Logy, TCIDg - Test Substance Logse TCIDg = Log Reduction

If multiple dried virus control replicates are parformed, the average fiter of the replicates will be calculated and the
average titer will be used to caiculate the log reduction In viral titer of the individual test replicates.
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are documented In the raw data collected during the course of each study.

Additionally, each virucidal efficacy test Is assigned a unique Project Number when the Study Director Initiates the
protocol for the study. This number Is used for identification of the test culture piates, etc. during the course of the
test. Test culture plates are aiso labeled with referance to the test virus, experimental start date, and test product.
These measures are designed to document the Identity of the test system.

METHOD FOR CONTROL OF BIAS: N/A

W%%mmadﬂmhumwmhdﬁwﬂh

Included in the final report.

U.8. EPA, Health Canada, and Australlan TGA Submission
A valld test requires 1) that at least 4 logy of Infectivity be recovered from the dried virus control film; 2) that when
cytotoxicity is evident, at least a 3-log reduction In titer is demonstrated beyond the cytotoxic level; 3) that the ceil

EINAL REPORT

The report will include, but not be limited to, identification of the sampie and date received, dates on which the
test was Initiated and completed, identification of the virus strain used and composition of the Inoculum,
description of cells, medium and reagents, description of the methods empioyed, tabulated resuits, calculated

PROTOCOL CHANGES

If it becomes necessary to meke changes In the approved protocol, the revision and reasons for change will be
doocumented, reported to the Sponsor and will become a part of the permanent file for that study. Simiiarly, the
Sponsor will be notified as soon as possible whenever an event occurs that may have an effect on the valkiity of the

§
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IGST SUBSTANCE RETENTION
Test substance retention shall be the responsibliity of the Sponsor. Unused test substance will be discarded
following study completion uniess otherwise requested.

RECORD RETENTION
Study Specific Documents

All of the original raw data devsioped exciusively for this study shall be archived at Accuratus Lab Services for a
minimum of five years for GLP studies or a minimum of six months for all other studies following the study

completion date. After this time, the Sponsor (or the Sponsor Representative, if applicabie) will be contacted to
determine the final disposition, These original data inciude, but are not limited to, the following:

1. Al handwritten raw data for control and test substances including, but not limited fo, notebooks, data
forms and calculations.
amendments/deviation notifications.

Memoranda, , and other study specific correspondence relating to interpretation and
evaluation of data, other than those documents contained in the final study report.

Originai signed protocol.

Certified copy of the final study report.

Study-specific SOP deviations made during the study.

Facllity Specific Documents
. The following records shall also be archived at Accuratus Lab Services. These documents include, but are not

Nop awp

limited to, the following:

SOPs which pertain to the study conducted.

Non study-specific SOP deviations made during the course of thia study, which may affect the resuits
obtained during this study.

Methods which were usad or referenced in the study conducted.

QA reports for each QA Inspection with comments.

Facliity Records: Temperature Logs (ambient, incubator, etc.), instrument Logs, Callbration and
Maintenance Records

wmmmm records, and job descriptions for all personnel invoived In the study.

1.
2.
3.
4.
6.
8.

N/A
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STUDY INFORMATION
(AR bisnk sections are completed by the Sponsor or Sponsor Representative as inked ip thelr gignature, unissa atherwise noted.)

Teat Substance (Nama and Batch Number - exactly as it should appear on final report):

e LOigtcaon Lotdh JIAAS 12370

at the jower the on your Is required

Description
Q ammonia Q acid Q Bodium
nw = hypochiarite

Approximate Test SBubstance Active Concentration (upon submisaion to Accuratus Lab Services):

Mﬁ 124€ - 4-0;'& : %gﬂ g&«: 455 f
Ja not
; Room Temperature Q 29C Q Other.

Hezards
Q known: Use Stancard

Data 8he for each
nwm Sheat, product

=] Use as recsived
n,lb M. (RTY)

L, e (-ml?ﬁ:“;_‘

toat
=] anﬂuunuv(-m
Q Tap Water (Filter or Autociave Sterlized) -~ All tap water Is softened; the waler hardness for the batch of
water uosd will be determined and reportod,
HardWaler: 209 PPM
Q Other
“Note: An equivatent difution may be mads unisss ottarwise requestsd by the Sponsor,
TestVirus: ___infectious Lanmocimchalievinue
Exposure Time:_S minites

Exposurs Temperature: & Room tempereture (to be based Gn reguiatory agency of submission)
Q Other; °C (please specily range)

Directions for application of asrosol/spray products:
Q Spray instructions are not appllcsble.

ﬂ?wm i
Spray camiers using 3 sprays, or until tharoughly wet, at a distance of 8 to 8 inches.

O Spraycaniersusing___________ sprays at a distance of to_____ Inchea/em. (circle one)
Aerosol spray application:
Q Spraycamlersfor _____ secons, or uniil thoroughly wet, at a distance of fo_____inchea/cm.
8oll Load
g&smmmmwumum
lamb sarum
Q Other,
Teomplow: 11011 Sty hiupaten -
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Number of Carriars to be Tested
ammwu&mmm
Q Five (required for broad-spectrum virucidal claims for Health Canada submission)

Therapeutis Goods Adminiatration (Australlan
mm-r«mmummmaﬂmnuuumua EPA requirements)

10 ba parformed under EPA Good Laboraiory Practice regulations (40 CFR Part 180) and In accordance to
opsnating procedures,

Supplamental information Form Attached - Q Yes &1 No

mﬂmm

ummm

Dduf
O Test Substance to bs hand-delivered (must ervive by noon &t l6ast one day prior to
amangements made with the Study director).
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)b provided for each lot of test substance. If provided, the C of

anuh-hmuﬂbmummmmmﬂ'mt

O Teathias been or will be conductad by ancther facllly under prolocol or study %~

Q Physical & Chemical Charactarization was not or will not be performed prior to efficacy testing.

Siabiify Teating of the formudation
@ Stability testing has been or will ba completed prior to or concurrent with efficacy testing,

YT e

ndbmcﬂmhl performed following GLP reguilstions

o o o i Do So kot o hccursive Lab Servicms under protocd o sty
& T T bown o Wil b# Gorticied By srcler Tecily Undar protoedl or shady

Q Stabllity testing waa not or will not be performed prior to or concurrent with efficacy testing.

N test substance characterization or testing information is not W Is not performed following
reguistions, this will be indicated n the compiiance statement of o e
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For confidentiailly p information will s relessed only fo ffe # niutve the
mmm%nmmah to reowiy mhﬁﬁ
Other Individuals euthorized to recelve information regarding this study: Q Bee Altached
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